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Abstract: Die Behüllung des Bovinen Herpes Virus Typ 1 in der Wirtszelle kann auf zwei verschiedenen
Wegen stattfinden. Einer davon beginnt mit Knospung an der inneren Kernmembran und führt über
den Transport via Endoplasmatisches Retikulum in die Golgicysternae, wo durch Packaging Transport-
vakuolen gebildet werden. Kapside können andererseits auch den Zellkern über erweiterte Kernporen
verlassen, um im Zytoplasma an Golgi Membranen zu knospen. Glykoprotein E (gE) ist an der Behül-
lung beteiligt und begünstigt die Virenverbreitung von Wirtszelle zu Wirtszelle. Der genaue Wirkungsort
und -mechanismus ist noch nicht genau bekannt. Hier wird die Bedeutung von gE erforscht mit Hilfe
von Mutanten, bei welchen das Gen für gE ganz oder teilweise deletiert oder ersetzt wurde. Mittels der
Technik der hochauflösenden Elektronenmikroskopie wurde gezeigt, dass i) Kapside an Knospungsstellen
der Kernmembran akkumulierten, ii) Polymorphismen und Anzahl Kapside pro Virion zunahmen, iii)
Virionen innnerhalb der Golgicysternae akkumulierten, iv) sich in den Nuclei feste Kapsid-Tegument-
Aggregate bildeten, welche diese über Knospung oder erweiterte Poren verliessen, und v) Tegument und
Kapside in der Nähe von Golgimembranen akkumulierten. Diese Erkenntnisse weisen darauf hin, dass
das ganze gE an der Knospung an der inneren Kernmembran und an Golgimembranen beteiligt ist, es
erleichtert die Bildung von optimal geformten Virionen mit der optimalen Menge an Tegument und die
Fission von Transportvakuolen aus Golgimembranen. Die Insertion von Spikes in die Vakuolenmembran
lassen vermuten, dass gE eine Steuerungsfunktion hat bezüglich Transport zur Zellperipherie. Bovine
Herpes Virus 1 envelopment was shown to follow 2 pathways. Nuclear envelopment involves budding
at the inner nuclear membrane, transportation via the endoplasmic reticulum into Golgi cisternae and
packaging into vacuoles. For cytoplasmic envelopment, capsids escape the nucleus via impaired nuclear
pores and approach cell membranes where they bud at Golgi membranes. Glycoprotein E (gE) is involved
in envelopment, and facilitates cell to cell spread. Site of action and mode of function are not well under-
stood. Here the significance of gE is investigated using mutants of which gE or parts thereof was deleted
or replaced. High resolution electron microscopy of cells infected with gE deletion mutants revealed that
i) capsids accumulated at budding sites at nuclear membranes, ii) polymorphism and number of capsids
per virion was enhanced, iii) virions accumulated within Golgi cisternae, iv) solid capsid-tegument ag-
gregates were formed within nuclei, and released by budding or possibly via impaired nuclear pores, and
v) tegument and capsids accumulated adjacent to Golgi membranes. These findings indicate that the
entire gE is involved in budding at the nuclear membrane and at Golgi membranes facilitating optimal
acquisition of tegument and formation of optimally sized virions, and in fission of Golgi membranes to
form transport vacuoles. The insertion of spikes into vacuolar membranes suggests that gE may have
pilot functions in transportation towards the cell periphery.
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Bovine Herpes Virus 1 envelopment was shown to follow 2 pathways. Nuclear 
envelopment involves budding at the inner nuclear membrane, transportation via the 
endoplasmic reticulum into Golgi cisternae and packaging into vacuoles. For 
cytoplasmic envelopment, capsids escape the nucleus via impaired nuclear pores and 
approach cell membranes where they bud at Golgi membranes. Glycoprotein E (gE) is 
involved in envelopment, and facilitates cell to cell spread. Site of action and mode of 
function are not well understood. Here the significance of gE is investigated using 
mutants of which gE or parts thereof was deleted or replaced. High resolution electron 
microscopy of cells infected with gE deletion mutants revealed that i) capsids 
accumulated at budding sites at nuclear membranes, ii) polymorphism and number of 
capsids per virion was enhanced, iii) virions accumulated within Golgi cisternae, iv) 
solid capsid-tegument aggregates were formed within nuclei, and released by budding or 
possibly via impaired nuclear pores, and v) tegument and capsids accumulated adjacent 
to Golgi membranes. These findings indicate that the entire gE is involved in budding at 
the nuclear membrane and at Golgi membranes facilitating optimal acquisition of 
tegument and formation of optimally sized virions, and in fission of Golgi membranes to 
form transport vacuoles. The insertion of spikes into vacuolar membranes suggests that 






Herpesvirus envelopment has been controversially discussed for decades (see ref. (Homman-
Loudiyi, Hultenby et al. 2003). One reason for this was probably the application of inadequate 
tools to investigate the rapid process of envelope formation initiated by capsids approaching 
cell membranes. Employment of cryofixation followed by freeze-substitution that yields both 
high spatial and high temporal resolution shed light on envelopment of bovine herpesvirus 1 
(BoHV-1) (Wild, Schraner et al. 2002; Wild, Engels et al. 2005) and herpes simplex virus 1 
(HSV-1) (Leuzinger, Ziegler et al. 2005). Capsids of these members of the α-herpesvirus 
family exit the nucleus either by budding at the inner nuclear membrane or via impaired 
nuclear pores (Wild, Schraner et al. 2002; Leuzinger, Ziegler et al. 2005; Wild, Engels et al. 
2005) as was suggested for simian agent 8 (Borchers and Oezel 1993). There is strong 
evidence that virions originating by budding at nuclear membranes are transported via RER 
cisternae (Schwartz and Roizman 1969; Stannard, Himmelhoch et al. 1996) directly into 
Golgi cisternae where they are packaged into transport vacuoles (Wild, Schraner et al. 2002). 
This route involving budding at the inner nuclear membrane, intraluminal transportation, and 
packaging in Golgi cisternae was designated nuclear envelopment (Leuzinger, Ziegler et al. 
2005). Capsids escaping the nucleus via impaired nuclear pores approach intracellular 
membranes, particularly those of the Golgi complex, where they start to bud. Budding at 
narrow Golgi cisternae results in a concentric, double membranous compartment, the inner 
being the virion with its envelope, the outer the membrane of the transport vacuole. This 
process is designated wrapping. Budding at dilated Golgi cisternae or Golgi derived vacuoles 
results in virions within cisternae or vacuoles. These virions cannot be distinguished from 
those deriving from packaging unless the budding process is captured. Virions originating by 
budding at the outer nuclear membrane or at RER membranes need to be transported to Golgi 
cisternae for packaging like the virions originating by budding at the inner nuclear membrane 
(Leuzinger, Ziegler et al. 2005; Wild, Engels et al. 2005). The route involving release of 
capsids via impaired nuclear pores, and budding at the outer nuclear membrane, RER 
membranes or Golgi membranes was designated cytoplasmic envelopment. These data and 
many previously published results on herpesvirus envelopment e.g. (Darlington and Moss 
1968; Schwartz and Roizman 1969; Johnson and Spear 1982; Torrisi, Di Lazzaro et al. 1992; 
Stannard, Himmelhoch et al. 1996) clearly contradict the currently propagated view of de-
envelopment of perinuclear virions by fusion of the envelope with the outer nuclear 
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membrane whereby capsid and tegument are released into the cytoplasm (Granzow, Klupp et 
al. 2004). 
 
The duality of nuclear exit requires signaling and controlling mechanisms acting within the 
nucleus and/or at the nuclear membrane. Budding at cellular membranes including inner and 
outer nuclear membrane, RER membranes and Golgi membranes may be initiated and 
controlled by the same factor(s) present on capsids, tegument and/or on the membrane 
involved in budding. Many proteins, which are involved in envelopment, have been localized 
on the nuclear surface and/or on virions within the perinuclear space, e.g. UL31, UL34 and 
US3 (Reynolds, Wills et al. 2002; Granzow, Klupp et al. 2004), UL11 (Baines, Jacob et al. 
1995), glycoprotein K (gK) (Rajcani and Kudelova 1998), glycoproteins E and I (gE and gI) 
(Wang, Gershon et al. 2001). gE and other glycoproteins have been shown to be present at the 
Golgi complex (review ref. (Mettenleiter 2004) 
 
The significance of gE is not well understood. Virus yield of BoHV-1 ∆gE is not affected 
(Shaw, Braun et al. 2000), that of HSV-1 ∆gE  is slightly reduced (Balan, Davis-Poynter et al. 
1994). One of its main function is promoting cell-to-cell spread (Balan, Davis-Poynter et al. 
1994; Dingwell, Brunetti et al. 1994; Dingwell, Doering et al. 1995; Dingwell and Johnson 
1998; Collins and Johnson 2003; Mettenleiter 2004; Ch'ng and Enquist 2005). Deletion of gE 
did not affect envelopment (Farnsworth, Goldsmith et al. 2003). Deletion of gE in 
combination with gD and/or gI in HSV-1 (Farnsworth, Goldsmith et al. 2003) or in 
combination with gM or gI and gM in pseudorabies virus (PRV) (Brack, Klupp et al. 2000), 
however, resulted in profound inhibition of cytoplasmic envelopment. In PRV infected cells 
gE was localized at the trans Golgi network (Zhu, Hao et al. 1996; Alconada, Bauer et al. 
1998; Johnson, Webb et al. 2001; McMillan and Johnson 2001). The localization of gE at 
both sites the nuclear envelope and the trans Golgi network prompted us to investigate 
whether or not gE per se plays a role along the developmental pathways. High resolution 
electron microscopy of MDBK cells infected with diverse gE deletion mutants of BoHV-1 
revealed evidence that gE is involved in both nuclear and cytoplasmic envelopment and that it 
facilitates virus transportation from the trans Golgi site towards the plasma membrane.  
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MATERIAL AND METHODS 
 
Cells and Viruses 
Madin Darby bovine kidney (MDBK) cells were grown in Dulbecco’s modified Eagle’s 
medium (D’MEM: Gibco, Bethesda, MD, USA) supplemented with 10% fetal calf serum 
(Gibco) at 37°C and 5% CO2. Wild-type (wt) BoHV-1 (strain Jura and LAM) and 
recombinant BoHV-1 were propagated in MDBK cells.  
 
Glycoprotein E Deletion Mutants 
Three different gE deletion mutants (Fig. 1). were used: ∆gE from BoHV-1 strain LAM (van 
Engelenburg, Kaashoek et al. 1994),  
LAM gE-∆CT and LAM gE-∆TMCT (Tyborowska, Bienkowska-Szewczyk et al. 2000; 
Rychlowski, Rijsewijk et al. 2001).  
A recombinant virus, rCS124 from BoHV-1 strain Jura, in which the ectodomain of gE was 




FIG. 1. Schematic drawing of gE deletion mutants and of recombinant virus rCS124. 
 
 
Infection of Cells 
MDBK cells were grown for 1 to 2 days on 30 µm thick sapphire disks with a diameter of 3 
mm (Bruegger, Minusio, Switzerland). Sapphires were covered with 8-10 nm carbon obtained 
by evaporation under high vacuum conditions to enhance cell growth. Then cells were 
infected with LAM wt or LAM deletion mutants or rCS124 at MOI 1 or 5, kept at 4° C for 1 h 
to admit adsorption prior to incubation at 37°C for up to 42 h 
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Freezing of Cells  
Cells grown on sapphire disks were frozen in a high pressure freezer (HPM010, BAL-TEC 
Inc., Balzers, Liechtenstein) as described in detail (Wild, Schraner et al. 2002). The frozen 
samples were stored in liquid nitrogen until use.  
 
Low Temperature Transmission Electron Microscopy (LTEM) 
Frozen cells grown on sapphire disks were transferred into a freeze-substitution unit (FS 
7500, Boeckeler Instruments, Tucson, Arizona, USA) precooled to –88°C for substitution 
with acetone and subsequent fixation with 0.25% glutaraldehyde and 0.5% osmium tetroxide 
at temperatures between –30°C and 0°C as described in detail elsewhere (Wild, Schraner et al. 
2001) and embedded in Epon. 50 to 60 nm thick sections were analyzed in a TEM (CM12, 
Philips, Eindhoven, The Netherlands) equipped with a slow scan CCD camera (Gatan, 
Pleasanton, CA, USA) at an acceleration voltage of 100 kV.  
 
Determination of Size and Shape of Virions   
To determine size and shape distribution of mature virions within the extracellular space 30 
images at a final magnification of 89’600 x were recorded from cells infected with LAM wt, 
∆gE, gE-∆CT, gE-∆TMCT and rCS124 after incubation for 20 h. The diameter of virus 
particles was measured provided the capsid with its full diameters of about 100 nm was 
clearly visible. Then the number of viral particles containing 2 capsids and the number of 
virus particles of oval or irregular shape containing 1 to 3 capsids was counted. Size and 




Data were compared by using the Kruskal_Wallis test for size distribution, and the Dunn’s 




The data obtained on BoHV-1 envelopment (Wild, Schraner et al. 2002; Wild, Engels et al. 
2005) prompted us to investigate viral proteins possibly involved in controlling the 
complicated process of envelopment. To illuminate the significance of gE in envelopment we 
used mutants of which gE, its endodomain or its transmembrane part was deleted or its 
ectodomain was replaced by gB ectodomain of OvHV-2. Infected cells were immediately 
arrested by rapid freezing in situ at different time periods after infection. High resolution 
electron microscopy revealed that i) envelopment of all 3 LAM gE deletion mutants and the 
rCS124 virus followed two distinct pathways identical to those of wt BoHV-1 as described 
(Wild, Schraner et al. 2002; Wild, Engels et al. 2005), ii) both nuclear and cytoplasmic 
envelopment was altered, iii) alteration in envelopment enhanced as infection proceeded and 
iv) the phenotypes of gE-∆CT, gE-∆TMCT and of rCS124 did not differ from those of ∆gE. 
We, hence, document and describe our data with regard to the locus they were observed rather 
than with regard to the mutant.  
 
RER and Golgi Complex, 8 to 20 h post Infection  
Eight to 20 h post infection, capsids of wt virus and of all mutants were found to bud at the 
inner nuclear membrane resulting in virions comprising capsid, tegument and a thick, dense 
envelope, located within the perinuclear space and RER cisternae (not shown). Virions with 
dense envelope were found in the perinuclear space (not shown) and RER cisternae (Fig. 2A) 
that reached from the outer nuclear membrane close to Golgi fields. At the Golgi complex, 
virions with distinct spikes were within cisternae at the lateral side which exhibited 
indications for fission (Fig. 2B) – a process designated packaging (Palade 1975) in the 
secretory pathway – or they accumulated in Golgi cisternae or Golgi associated vacuoles (Fig. 
2C) in large numbers. Virions exhibiting distinct spikes were found within large vacuolar 
structures (Fig. 2E, F and G) that are assumed either to have derived by fission from Golgi 
membranes (Fig. 2B), or to represent cross sections through Golgi cisternae. Both viral 
envelope and membranes of cisternae and vacuoles exhibited distinct spikes (Fig. 2B, E to G). 
In contrast to wt virus, the gE deletion mutants and rCS124 virus displayed a higher 
heterogeneity in shape including ovoid and misshaped structures, and virus particles 




In addition to virions within RER, Golgi cisternae and vacuoles, naked capsids were found to 
approach Golgi complexes from the cytoplasmic side and were wrapped by Golgi membranes 
as shown previously (Wild, Schraner et al. 2002; Wild, Engels et al. 2005). The result of such 
wrapping are virions within a small concentric vacuole, the space between envelope and 
vacuolar membrane being filled with a dense substance (see Fig. 5E) as seen in wt BoHV-1 
infected cells (Wild, Engels et al. 2005). Capsids of LAM wt, ∆gE mutants and rCS124 were 
observed to bud at membranes of dilated Golgi cisternae, of which membranes were 
occasionally continuous to the outer nuclear membrane (Fig 2D), and at membranes of 
vacuoles derived by packaging that already contained virions (Fig. 2E to G). Golgi fields were 
drastically enlarged in cells infected with LAM wt, LAM ∆gE mutants or rCS124 consisting 
of up to 7 stacks (Fig. 2A to D).  
 
Size and Shape Distribution of Mature Virions  
Virus particles derived by both nuclear envelopment and cytoplasmic envelopment are fully 
enveloped mature virions. Shape and size of mature virions captured anywhere within the 
cytoplasm and in the extracellular space were rather homogeneous early in infection with 
LAM wt virus. Shape of wt virus remained rather sphere-like whereas size of virions varied 
considerably 40 h after infection (Schraner, Engels et al. 2004) (Fig. 3A). Size and shape, 
however, varied drastically in all 3 deletion mutants and in rCS124 even at 8 to 20 h of 
infection (Figs. 3B to F) showing sphere-like, ovoid, or irregularly shaped particles containing 
one, two or even 5 capsids (Fig. 3E) in a given section plane. Size distribution of viral profiles 
is displayed in Fig. 4 showing that the diameter of sphere-like particles ranged from 150 to 
210 nm with a peak at about 180 nm in LAM wt virus. Diameters of LAM ∆gE, LAM ∆gE-
CT, LAM ∆gE-TMCT and rCS124 ranged form about 150 to 340 nm, peaking at 190 to 210 
nm. Statistical analysis employing the Kruskal-Wallis and Dunn’s multiple comparison test 
revealed a highly different size distribution (P < 0.001) between wt virus and all 4 mutants. 
Besides size differences, the number of misshaped virus particles and of particles containing 
more than one capsid was higher in LAM ∆gE, LAM ∆gE-CT, LAM ∆gE-TMCT and 















Phenotypes of the nuclear pathway (A, B, C, E to G) and cytoplasmic pathway (B, D to G) in 
envelopment of LAM ∆gE (A), LAM gE-∆TMCT (B) LAM gE-∆CT (C), rCS124 (E to G), 
and wt virus (D) 16 to 18 h post infection. (A) RER cisterna extending from the nuclear area 
(top), to the cell periphery contains one (or two) virion (arrow) in close vicinity to Golgi 
cisternae or vacuoles derived by packaging (v) or wrapping (vw) containing virions. The 
Golgi complex (Go) engulfs 2 misshaped tangentionally cut virions (arrowheads). (B) Large 
Golgi complex with two dilated cisternae, which are close before being dispatched (arrows). 
One contains one virion the other two virions, all of them exhibiting clear spikes. One capsid 
is partially enveloped in the center of the Golgi complex, and 5 capsids approach Golgi 
membranes from the cytoplasmic side. (C) Large Golgi complex with dilated cisternae full of 
tangentionally cut virions many of them of ovoid shape. (D) C-capsids at an early (arrow) and 
late stage of budding at a Golgi membrane that continues into the outer nuclear membrane (o). 
The dilated nuclear pore is distinctly bordered (arrowheads). (E to G) Capsids at early (E), 
intermediate (F) and very late stages (G, arrow) of budding at vacuoles or cross-sectioned 







FIG. 3. Variation in size and shape of LAM wt late in infection (A), and of LAM ∆gE (B to D 
and F) or rCS124 (E) early in infection. (A to D and F) Virions of various sizes and shapes 
ranging from spheres to ovoids exhibiting distinctly ultrastructural details in the extracellular 
space of LAM wt 40 h post infection (A), and of LAM ∆gE (B to D) 16 to 22 h post infection. 
(E) Virus particle with 5 capsids in this section plane with an envelope exhibiting spikes 
(arrows) surrounded by a Golgi membrane (cisterna or vacuole) exhibiting also spikes 
(arrowheads). (F) Virus particle with two capsids (one is tangentionally sectioned) within a 
vacuole the space between envelope and vacuolar membrane being partially filled with a 




FIG. 4. Size distribution of LAM wt, LAM deletion mutants, and rCS124 in the extracellular 
space 20 h post infection. Sizes of LAM wt ranged from 150 to 210 nm, of LAM ∆gE from 
160 to 310 nm, of LAM gE-∆CT LAM gE-∆TMCT from 150 to 340 nm, and of rCS124 from 




Virus Total number  
of viral particles 
Viral particles 
with 2 capsids 
Misshaped  
Viral particles 
LAM wt 137 0% 7% 
LAM ∆gE 319 4% 19% 
LAM gE-∆CT 178 4% 13% 
LAM gE-∆TMCT  239 6% 17% 
rCS124 198 5% 13% 
 
TABLE 1. Relative amount of viral particles with 2 capsids, and of misshaped viral particles 






Nuclear Envelope, 8 to 20 h post Infection 
Naked capsids approaching the outer nuclear membrane, Golgi membranes and membranes of 
vacuoles must gain access to the cytoplasm. As described in detail earlier, the route from the 
nucleus into the cytoplasm is most likely via impaired nuclear pores (Leuzinger, Ziegler et al. 
2005; Wild, Engels et al. 2005). Nuclear pores of mock infected cells measured 110 to 120 
nm in diameter. Nuclei of cells infected with wt virus, deletion mutants or rCS124 had pores 
of similar sizes (Fig. 5A). In addition, pores, delineated by intact membranes at least at one 
side, were measured 130 to about 900 nm (Figs. 2D, 5A to C), through which nuclear material 
and capsids gained access to the cytoplasm (Fig. 5C). Nuclear material and cytoplasmic 
matrix never merged.  
 
The presence of normal and misshaped virions within Golgi saccules implies that these 
virions either resulted from budding of capsids into Golgi cisternae or that they reached these 
cisternae from within the Golgi system. It is considered likely that virions derived by budding 
at nuclear membranes are transported from the perinuclear space via RER into Golgi cisternae 
(Leuzinger, Ziegler et al. 2005; Wild, Engels et al. 2005). If this idea were correct alteration 
of the budding process at nuclear membranes would be expected. Indeed, capsids of the 3 
deletion mutants and of rCS124 accumulated to small or large clusters for budding at the inner 
nuclear membrane (Fig. 5D and E) into the perinuclear space acquiring both tegument and a 
dense envelope. Budding resulted in virions containing one or more capsids (Fig. 5E). The 
inner nuclear membrane seems to be invaginated either from one side within the section plane 
or from underneath or above the section plane (Fig. 5D and E). Small clusters of virions with 
a dense envelope were found to protrude into the perinuclear space and associated RER 
cisternae (Fig. 5D) together with nuclear material.  
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Nuclear Envelope, RER and Golgi Complex, 20 to 40 h post Infection 
Heterogeneity in shape and size and in the number of capsids per virus particle was apparently 
much higher for LAM wt (Fig. 3A), LAM deletion mutants and in rCS124 late in infection 
(data not shown) as documented previously for LAM wt and LAM ∆gE (Schraner, Engels et 
al. 2004). To clarify where misshaped virus particles are formed, we investigated cell 20 to 40 
h after infection. Capsids were found to aggregate together with small or large amounts of an 
amorphous substance, presumably tegument proteins, within both the nucleus (Fig. 6A) and 
the cytoplasm (Figs. 5G, 6A and B). The cytoplasmic capsid-tegument aggregations were 
often surrounded by 2 distinct membranes in cells infected with any of the LAM deletion 
mutants or rCS124. The outer membrane was studded with ribosomes. It seems that the inner 
membrane derived from the inner nuclear membrane during budding of the aggregates from 
the nucleus into the perinuclear space (Fig. 5F), were finally transported into RER cisternae 
(Fig. 6A and B). RER (Fig. 5G) and Golgi membranes (Fig. 2B and C) were found to be 
increased, and nuclear membranes formed coil-like structures bending into the cytoplasm 
(Fig. 6C) or into the nucleus (Fig. 6D) or they were duplicated (Fig. 6E).  
 
Capsid-tegument aggregates, which consisted of only a few to dozens of capsids, always 
appeared as solid structures within the nucleus (Figs. 6A). However within the cytoplasm, 
they were either solid (Figs. 6A and B; 7D) or rather loosely arranged (Fig. 7A to C). The 
solid capsid-tegument aggregates within the cytoplasm were either bound by two membranes 
– the outer being studded with ribosomes – or were free within the cytoplasmic matrix (Fig. 
7D). The difference in demarcation of these aggregates implies different routes from the site 
of origin – the nucleus (Fig. 6A) – into the cytoplasm. One route would involve budding at the 
inner nuclear membrane (Fig. 5F), the other release via impaired nuclear pores as possibly 
captured in Fig. 7B. The loose capsid-tegument aggregates were associated with cell 
membranes where capsids were found to bud at Golgi or vacuolar membranes or at RER 
membranes (Fig. 7C). In addition, accumulation of tegument at Golgi sites was also found to 
be associated with virus particles (Fig. 7A). Capsid-tegument aggregates were occasionally 
observed in LAM wt in the nucleus and cytoplasm infected cells 40h post infection. However, 
the estimated number was less than 1 per 100 cellular profiles whereas the number of capsid-
tegument aggregates in all deletion mutants or rCS124 was estimated to be about 5 per 100 














Alteration at the nuclear surface and phenotypes of LAM ∆gE (A, D and G) and rCS124 (B, 
C, E and F) 10 h (A), 16 h (B, E and F), 21 h (C) or 40 h (D and G) post infection. (A) 
Normal and dilated nuclear pores clearly defined by nuclear membranes. (B) Nuclear C-
capsid (c) in front of a distinctly defined (arrows) nuclear pore slightly larger (130 nm) than 
the capsid. (C) B-capsids escaping the nucleus via a dilated nuclear pore. Note the 
nucleoplasm does not merge with the cytoplasm. (D) Accumulation of capsids together with 
membranous structures (arrow) in front of 3 capsids surrounded by tegument entering the 
perinuclear space. The inner nuclear membrane (im) delineates the virus-tegument cluster 
whereas the integrity of the outer nuclear membranes (om) is lost. (E) Cluster of budding 
capsids at the nuclear periphery acquiring tegument and a dense envelope. (F) Cluster of 
virions – many are not completely formed – surrounded by a dense membrane (arrow) in front 
of a nuclear protrusion containing virions. (G) Continuum between perinuclear space and a 
membranous structure comprising a lumen with a C-capsid, and several layers of tightly 
packed membranes.. At the bottom is a part of a huge accumulation of capsids and probably 
tegument bordered by 2 membranes (see Fig 5A). n, nucleus. Bars: 100 nm (A, B, D to F); 








Alterations at the nucleus 20 to 40 h post infection of LAM ∆gE (A and B), rCS124 (C and 
D) and LAM gE-∆TMCT (E). (A and B) Clusters consisting of capsids and electron dense 
substance – most probably tegument – in both nucleus (n) and cytoplasm 40 h post infection. 
The cytoplasmic clusters are partially (matter of section plane?) enveloped by two 
membranes; the outer is studded with a few ribosomes (arrows). (C and D) Coils of nuclear 
membranes protruding into the cytoplasm or nucleus 16 h post infection. (E) Doubled nuclear 
membranes with capsids at early and very late stages of budding at the inner most membrane 




FIG. 7. Cytoplasmic phenotypes of LAM ∆gE (A and B), LAM gE-∆CT (C) and LAM gE-
∆TMCT (D) 20 to 40 h post infection. (A) Accumulation of tegument-like substance at 
membranes devoid of ribosomes together with capsids (arrowheads) and virions (arrows), 
some being in vacuoles 22 h post infection. The ovoid structures (asterisks) might represent 
misshaped virions. (B) Capsid-tegument cluster associated with the nucleoplasm. The inner 
nuclear membrane (im) seem to continue into the outer nuclear membrane (om). (C and D) 
Clusters of capsids together with tegument are free in the cytoplasm. Capsid in early stages of 
budding at undistinguishable membranes (arrowhead), and at RER membranes (2 arrows). 






High resolution electron microcopy of cells infected with LAM gE deletion mutants or 
rCS124 revealed novel aspects of the significance of gE in envelopment of BoHV-1 (Fig. 8): 
i) Envelopment of LAM gE deletion mutants and rCS124 followed the same two pathways as 
wt virus. However, the population of LAM gE deletion mutants and rCS124 was much more 
heterogeneous considering size and shape and number of capsids per virus particle than that 
of wt virions. ii) Capsids of gE deletion mutants and rCS124 accumulated for budding at the 
nuclear periphery as infection proceeded. iii) Virion of LAM gE-∆CT accumulated within 
Golgi cisternae. iv) Capsids accumulated together with tegument to solid aggregates within 
the nucleus. v) Solid capsid-tegument aggregates were present within the perinuclear space 
and RER cisternae as well as within the cytoplasmic matrix. vi) Capsids and tegument also 
formed loose aggregates within the cytoplasmic matrix. Capsids at the periphery of loose 
aggregates initiated budding at cell membranes. vii) Deletion of the entire gE or only of the 
transmembrane part or of the endodomain, and replacement of the ectodomain by the gB 
ectodomain of OvHV-2 had similar effects on envelopment. viii) Viral growth of all mutants 
was only slightly affected late in infection. ix) gE is inserted into nuclear membranes early in 
infection. x) Spikes, which represent the morphologic substrate of glycoproteins, are inserted 









Schematic drawing of envelopment of BoHV-1 lacking gE or one of its domain. Nuclear 
Envelopment (1): Budding of capsids through the inner nuclear membrane results in normal 
and misshaped virions that are transported from the perinuclear space via RER cisternae into 
Golgi cisternae for packaging into transport vacuoles of various sizes containing one or more 
virions. Retardation of fission results in accumulation of virions within Golgi cisternae. After 
infection proceeds, capsid-tegument aggregate are formed within the nucleus (3) that bud at 
the inner nuclear membrane (3a). The resulting particles can be transported via RER into 
Golgi cisternae. Cytoplasmic Envelopment (2): Capsids exit the nucleus via impaired nuclear 
pores (inp), approach cell membranes from the cytoplasmic side inducing budding at narrow 
Golgi cisternae referred to as wrapping (2a), at the outer nuclear membrane (2b), dilated 
Golgi cisternae (2c) and Golgi derived vacuoles, and RER membranes. Nuclear capsid-
tegument aggregates may exit the nucleus via impaired nuclear pores (3b). Capsids and 
tegument may also aggregate in the vicinity of cell membranes where capsids induce fusion 
(2d). im = inner nuclear membrane, om = outer nuclear membrane. 
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There is strong evidence that BoHV-1 aquire the definitive envelope and tegument by 
budding at the inner nuclear membrane or, after nuclear exit via impaired nuclear pores, by 
budding at Golgi membranes and outer nuclear membrane (Wild, Schraner et al. 2002; Wild, 
Engels et al. 2005). The two pathways were also apparent in cells infected with gE deletion 
mutants. Envelopment was not severely affected early in infection up to about 20 h. However, 
the population of LAM wt consisted predominantly of sphere-like virions with variation in 
size from 150 to 210 nm whereas the population was more heterogeneous in gE deletion 
mutants considering size and shape. Size distribution of sphere-like viral profiles of all 
mutants was irregular due to larger diameters compared to wt virus. Increased heterogeneity 
in size and shape of LAM-∆gE mutants clearly indicate that gE is involved though not 
essentially in envelope formation and tegument acquisition in the course of budding. If virions 
of irregular shape and size and number of capsids within RER and Golgi cisternae (Figs. 2C, 
3E and F) originated by budding at the inner nuclear membrane followed by intraluminal  
transportation one action site of gE would be at the inner nuclear membrane. Other action 
sites of gE would be at all those membranes budding was found to take place i.e. the outer 
nuclear membrane, and membranes of Golgi cisternae and of vacuoles. Completion of 
budding is achieved by fission of the envelope from the original membrane at the site the 
envelope is pulled behind the capsid that becomes concomitantly surrounded by tegument 
proteins (Wild, Schraner et al. 2002; Wild, Engels et al. 2005). To our knowledge, 
mechanisms of budding and coordinated acquisition of tegument are not yet understood. The 
machinery for fission (Peters, Baars et al. 2004) can be assumed to be integrated in cell 
membranes from which vesicular-like structures are dispatched. Initiation of budding, 
acquisition of tegument proteins, and the budding process per se are reasonable to assume to 
be under viral control. Tegument proteins are largely asymmetrically organized except of a 
small region of tegument-capsid interaction where tegument is icosahedrally ordered (Zhou, 
Chen et al. 1999). Variation in size and shape may arise because acquisition of tegument 
proteins and subsequent fission is not optimally controlled. Variation in size and shape was 
found in LAM wt virus Jura wt virus (Schraner, Engels et al. 2004) and was shown for HSV-1 
(Grunewald, Desai et al. 2003). Size and shape variation was remarkably enhanced in gE 






Heterogeneity in virion morphology was increased in both wt virus and ∆gE mutants 20 to 40 
h post infection (Schraner, Engels et al. 2004) (Fig.3A). In all gE deletion mutants, capsids 
accumulated at the nuclear periphery for budding (Fig. 5D to F) or capsid-tegument 
aggregates were formed within the nucleus (Fig. 6A) when infection proceeded indicating 
enhancement of disturbance in virion formation during budding or prior to budding at the 
inner nuclear membrane. Capsid-tegument aggregates were found to escape the nucleus via a 
process similar to budding at the inner nuclear membrane (Fig. 5F) resulting in enveloped 
solid capsid-tegument aggregate within the perinuclear space from where they were obviously 
transported into RER cisternae (Fig. 6A and B). Accumulation of budding capsids at the 
nuclear periphery, and intranuclear formation of capsid-tegument aggregates support the idea 
that gE is involved during budding at the inner nuclear membrane, and further suggest gE to 
have a direct or a signaling effects on tegument acquisition at the nuclear level.  
 
In contrast to membrane bound solid capsid-tegument aggregates within RER cisternae, the 
non delineated solid capsid-tegument aggregates within the cytoplasmic matrix (Fig. 7D) may 
have been formed within the cytoplasm (see below) or, more likely, originated within the 
nucleus and gained access to the cytoplasm– as possibly captured in Fig. 7B – via impaired 
nuclear pores (Fig. 5C). Similar tegument aggregates have also been shown in the cytoplasmic 
matrix of cells infected with PRV where gE and gI or gM (Brack, Dijkstra et al. 1999), or gM 
and UL11 were deleted (Kopp, Granzow et al. 2004). The protein around the capsids was 
shown to be tegument. In MDBK cells infected with gE deletion mutants, capsids located at 
the periphery of capsid-tegument aggregates initiated budding whenever they came in close 
contact with membranes of RER, Golgi complex, and vacuoles. Whether or not budding of 
such aggregates would be successful if enough membranes were available is unknown. We 
did not find any indications for successful budding of large aggregates at Golgi membranes.  
 
Besides the solid capsids-tegument aggregates, tegument accumulated together with capsids 
in the vicinity of Golgi membranes (Fig. 7A) or other membranes (Fig. 7C). These loosely 
arranged aggregates are considered likely to develop within the cytoplasm because there was 
no equivalent found within the nucleus, and because they were always associated with cell 
membranes. For budding at cell membranes both capsid and tegument must be transported to 
their cytoplasmic side. If the budding process is disturbed viral particles of various size and/or 
shape containing one or more capsids will be formed provided the amount of membranes is 
sufficient at a given budding site. Both solid capsids-tegument aggregates and loose 
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accumulation of tegument and capsids were also found in wt virus infected cells though less 
numerous than in ∆gE mutants infected cells indicating that gE per se is not responsible for 
the formation of such aggregates. The lack of gE rather seem to facilitate their formation. If 
budding does not succeed accumulation of capsids and tegument at the cytoplasmic side of 
membranes will be expected. Loose capsid tegument aggregates were also found in cells 
infected with PRV deleted of gE, gI and gM (Brack, Dijkstra et al. 1999) or deleted of gM and 
UL11 (Kopp, Granzow et al. 2004). 
 
Capsids of all gE deletion mutants were found to bud at dilated Golgi cisternae or vacuoles 
containing already virions (Fig. 2E to G) in contrast to LAM wt virus and BoHV-1 wt strain 
Jura (Wild, Engels et al. 2005). Budding into Golgi cisternae or vacuoles were found to take 
place in HSV-1 (Leuzinger, Ziegler et al. 2005) and cytomegalovirus (Homman-Loudiyi, 
Hultenby et al. 2003). It is known that the release of virus is retarded in HSV-1 infected cells. 
The same seems to be true in BoHV-1 lacking gE or one of its component indicating that 
formation of vacuoles and/or its centrifugal transportation is reduced. Viral transportation 
from the Golgi complex towards the cell periphery has been shown to depend on the 
cytoplasmic tail of gE (Tirabassi, Townley et al. 1997; Brack, Klupp et al. 2000; Wisner, 
Brunetti et al. 2000). Spikes, which represent the morphologic substrate of glycoproteins, are 
inserted into vacuolar membranes (Fig. 2E-G) and into Golgi membranes (Fig. 3E) prior to 
fission (Fig. 6D in ref. (Wild, Engels et al. 2005). Thus the functional domain in vacuolar 
transportation can only be the cytoplasmic tail (Fig. 9). However, accumulation of virions 
within Golgi cisternae found in any of the gE deletion mutants indicates that formation of 
vacuoles that involves fission is retarded. Fission of vacuoles from Golgi membranes 
probably requires a similar machinery as fission of virions from Golgi membranes or from 
nuclear membranes in the course of budding. Fission of vacuoles is – in contrast to budding – 






FIG. 9. Glycoproteins are inserted into Golgi membranes. Consequently transport vacuoles 
(tv) derived by fission from Golgi membranes contain glycoproteins readily seen as spikes in 
Figs. 2E to G. The cytoplasmic tail (CT) faces the cytoplasm. This is the only site gE can 
function as a pilot protein to direct vacuoles toward the plasma membrane (pm).  
gE is embedded into the viral envelope. Its cytoplasmic tail is located at the inner side of the 
envelope exposed to the tegument. We speculated that gE is responsible for correct 
acquisition of tegument proteins leading to sphere-like virus particles of diameters of 200 nm 
as revealed by cryo-microscopy (Zhou, Chen et al. 1999; Grunewald, Desai et al. 2003). If 
this assumption was correct, gE mutants with only the cytoplasmic tail deleted would have 
identical effects as LAM-∆gE. Indeed, the observations we made in cells infected with LAM 
gE-∆CT and LAM gE-∆TMCT mutants were similar to those in cells infected with LAM-
∆gE mutants confirming the idea that gE acts as a regulator in tegument protein deposition 
concomitantly to budding of capsids at nuclear membranes or Golgi membranes. To further 
prove this idea we used a recombinant virus in which the gE ectodomain was replaced by the 
gB ectodomain of OvHV-2. Surprisingly, the results were very similar to those obtained in 
cells infected with any of the LAM deletion mutants indicating that the entire gE is involved 
in the process of optimal tegument acquisition and envelope formation. 
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To play its role in the budding process, gE localizes in cell membranes where budding of 
capsids take place. Immunolabeling revealed that gE was localized on the entire RER which 
includes nuclear membranes (Rychlowski, Rijsewijk et al. 2001). Indeed, confocal 
microscopy of cells infected with LAM wt also clearly demonstrated that gE is integrated into 
nuclear membranes. These findings do not only confirm that gE can act at the nuclear level, 
they also imply that virions formed by budding at the nuclear membrane must contain gE in 
their envelope. The presence of various glycoproteins in nuclear membranes were also 
demonstrated in many members of the herpesvirus family (Cranage, Smith et al. 1988; 
Gilbert, Ghosh et al. 1994; Hutchinson, Roop-Beauchamp et al. 1995; Browne, Bell et al. 
1996; Lee and Longnecker 1997; Pertel, Spear et al. 1998; Oravcova, Kudelova et al. 2000). 
Consequently, these glycoproteins will become part of the viral envelope as the result of 
budding. The reason why they cannot be dedected by immunolabeling in virions within the 
perinuclear space and associated RER cisternae on the electron microscopic level is discussed 
in detail elsewhere (Stannard, Himmelhoch et al. 1996). The envelope of virions within the 
perinuclear space and RER cisternae contains a dense substance that was considered likely to 
consists of antifusion proteins for preventing the envelope from fusion with the membranes of 
those compartments virions are transported through (Wild, Schraner et al. 2002; Wild, Engels 
et al. 2005), or for facilitating intraluminal transportation. There is strong evidence that 
virions are transported from the perinuclear space into Golgi cisternae where these proteins 
are possibly cleared (Wild, Schraner et al. 2002). Intraluminal transportation of virions with 
inserted glycoproteins is supported by the demonstration of mannose in virions within the 
perinuclear space (Poliquin, Levine et al. 1985). Consequently, virions carrying glycoproteins 
derived by budding at nuclear membranes carry them to Golgi cisternae. As shown in Fig. 2 
virions containing spikes (Figs. 2E to G, 3E) – the morphologic equivalent of glycoproteins – 
may accumulate within Golgi cisternae suggesting that glycoproteins are accessible for 
immunostaining. This is readily demonstrated by immunofluorescence microscopy using 
antibodies against gE/gI of LAM wt virus (not shown). Using the same antibody to detect 
LAM gE-∆CT accumulation of signals at Golgi regions was reduced. Instead, the nuclear rim 
was intensely labeled indicating that transportation of gE/gI towards the Golgi region was 
reduced. Of course, glycoproteins must also be transported from the RER, the site of 
synthesis, to the Golgi membranes where they become part of the viral envelope as a result of 
wrapping by Golgi membranes, or as a result of budding at Golgi derived vacuoles.  
 
 26
The primary site for capsids to acquire an envelope and tegument proteins is the inner nuclear 
membrane (Granzow, Klupp et al. 2004). Hence, the primary site of gE to be involved in viral 
formation is the nuclear membrane. gE was shown to act in concert with other glycoproteins 
such as gI and gD (Farnsworth, Goldsmith et al. 2003), or gI and gM (Brack, Klupp et al. 
2000). The presence of gE on the nuclear surface and that of gI and gD (Stannard, 
Himmelhoch et al. 1996; Wang, Gershon et al. 2001) suggest that these glycoproteins do not 
only act at the Golgi site (Wang, Gershon et al. 2001; Farnsworth, Goldsmith et al. 2003) but 
also at the nuclear periphery. Glycoprotein M was reported to act in concert with the tegument 
protein UL11 (Kopp, Granzow et al. 2004) which is also located at nuclear membranes 
(Baines, Jacob et al. 1995) suggesting that these proteins are also involved in viral formation 
in the course of budding at nuclear membranes as was clearly shown for UL31, UL34 and US3 
in herpes simplex virus 1 (Reynolds, Ryckman et al. 2001; Reynolds, Wills et al. 2002). 
 
Budding requires large amounts of membranes which is possibly provided by de novo 
synthesis. Capsids of LAM-∆gE mutants aggregated in large clusters that may overcome the 
nucleocytoplasmic barrier via a process similar to budding resulting in an enveloped capsids-
tegument aggregate within the perinuclear space. The surface area of such aggregates is much 
smaller than the total surface area of all virions would be if every single budding capsid was 
acquiring an envelope. LAM-∆gE mutants thus need less nuclear membrane constituents than 
wt virus. Consequently, the excess of membranes formed structures like duplication of 
nuclear membranes and membrane coils. Folding and duplication of nuclear membranes, 
however, occur also in cells infected with wt HSV-1 (Roizman 2001). 
 
In conclusion, the three most important findings of this study are i) the subtle alterations in 
viral shape implying gE to act in tegument acquisition and formation of optimally sized virus 
particles, ii) accumulation of virions within Golgi cisternae suggesting gE to have an effect on 
fission, and iii) the insertion of spikes in transport vacuoles suggesting that the cytoplasmic 
tail of gE may have pilot function in vacuolar transportation towards the cell periphery. 
Capsid-tegument aggregates located at various sites of the envelopmental pathways indicate 
that gE is involved in both nuclear and cytoplasmic envelopment. The capsids-tegument 
aggregates are not unique for BoHV-1 lacking gE. Polymorphism and formation of capsid-
tegument aggregates enhance when infection proceeds. Formation of single well sized virions 
is thus critical without the coordinating function of gE when hundreds of capsids need to 




Alconada, A., U. Bauer, et al. (1998). "Intracellular transport of the glycoproteins gE and gI 
of the varicella-zoster virus. gE accelerates the maturation of gI and determines its 
accumulation in the trans-Golgi network." Journal of Biological Chemistry 273(22): 
13430-6. 
Baines, J. D., R. J. Jacob, et al. (1995). "The herpes simplex virus 1 UL11 proteins are 
associated with cytoplasmic and nuclear membranes and with nuclear bodies of 
infected cells." Journal of Virology 69(2): 825-33. 
Balan, P., N. Davis-Poynter, et al. (1994). "An analysis of the in vitro and in vivo phenotypes 
of mutants of herpes simplex virus type 1 lacking glycoproteins gG, gE, gI or the 
putative gJ." Journal of General Virology 75(Pt 6): 1245-58. 
Borchers, K. and M. Oezel (1993). "Simian Agent 8 (SA8): Morphogenesis and 
ultrastructure." Zentralblatt Bakteriologie 279: 526-536. 
Brack, A. R., J. M. Dijkstra, et al. (1999). "Inhibition of virion maturation by simultaneous 
deletion of glycoproteins E, I, and M of pseudorabies virus." Journal of Virology 
73(7): 5364-72. 
Brack, A. R., B. G. Klupp, et al. (2000). "Role of the cytoplasmic tail of pseudorabies virus 
glycoprotein E in virion formation." Journal of Virology 74(9): 4004-16. 
Browne, H., S. Bell, et al. (1996). "An endoplasmic reticulum-retained herpes simplex virus 
glycoprotein H is absent from secreted virions: evidence for reenvelopment during 
egress." Journal of Virology 70(7): 4311-6. 
Ch'ng, T. H. and L. W. Enquist (2005). "Efficient axonal localization of alphaherpesvirus 
structural proteins in cultured sympathetic neurons requires viral glycoprotein E." 
Journal of Virology 79(14): 8835-46. 
Collins, W. J. and D. C. Johnson (2003). "Herpes simplex virus gE/gI expressed in epithelial 
cells interferes with cell-to-cell spread." Journal of Virology 77(4): 2686-95. 
Cranage, M. P., G. L. Smith, et al. (1988). "Identification and expression of a human 
cytomegalovirus glycoprotein with homology to the Epstein-Barr virus BXLF2 
product, varicella-zoster virus gpIII, and herpes simplex virus type 1 glycoprotein H." 
Journal of Virology 62(4): 1416-22. 
Darlington, R. W. and L. H. d. Moss (1968). "Herpesvirus envelopment." Journal of Virology 
2(1): 48-55. 
Dingwell, K. S., C. R. Brunetti, et al. (1994). "Herpes simplex virus glycoproteins E and I 
facilitate cell-to-cell spread in vivo and across junctions of cultured cells." Journal of 
Virology 68(2): 834-45. 
Dingwell, K. S., L. C. Doering, et al. (1995). "Glycoproteins E and I facilitate neuron-to-
neuron spread of herpes simplex virus." Journal of Virology 69(11): 7087-98. 
Dingwell, K. S. and D. C. Johnson (1998). "The herpes simplex virus gE-gI complex 
facilitates cell-to-cell spread and binds to components of cell junctions." Journal of 
Virology 72(11): 8933-42. 
Farnsworth, A., K. Goldsmith, et al. (2003). "Herpes simplex virus glycoproteins gD and 
gE/gI serve essential but redundant functions during acquisition of the virion envelope 
in the cytoplasm." Journal of Virology 77(15): 8481-94. 
Gilbert, R., K. Ghosh, et al. (1994). "Membrane anchoring domain of herpes simplex virus 
glycoprotein gB is sufficient for nuclear envelope localization." Journal of Virology 
68(4): 2272-85. 
Granzow, H., B. G. Klupp, et al. (2004). "The pseudorabies virus US3 protein is a component 
of primary and of mature virions." Journal of Virology 78(3): 1314-23. 
Grunewald, K., P. Desai, et al. (2003). "Three-dimensional structure of herpes simplex virus 
from cryo-electron tomography." Science 302(5649): 1396-8. 
 28
Homman-Loudiyi, M., K. Hultenby, et al. (2003). "Envelopment of human cytomegalovirus 
occurs by budding into Golgi-derived vacuole compartments positive for gB, Rab 3, 
trans-golgi network 46, and mannosidase II.[erratum appears in J Virol. Arch. 2003 
Jul;77(14):8179]." Journal of Virology 77(5): 3191-203. 
Hutchinson, L., C. Roop-Beauchamp, et al. (1995). "Herpes simplex virus glycoprotein K is 
known to influence fusion of infected cells, yet is not on the cell surface." Journal of 
Virology 69(7): 4556-63. 
Johnson, D. C. and P. G. Spear (1982). "Monensin inhibits the processing of herpes simplex 
virus glycoproteins, their transport to the cell surface, and the egress of virions from 
infected cells." Journal of Virology 43(3): 1102-12. 
Johnson, D. C., M. Webb, et al. (2001). "Herpes simplex virus gE/gI sorts nascent virions to 
epithelial cell junctions, promoting virus spread." Journal of Virology 75(2): 821-33. 
Kopp, M., H. Granzow, et al. (2004). "Simultaneous deletion of pseudorabies virus tegument 
protein UL11 and glycoprotein M severely impairs secondary envelopment." Journal 
of Virology 78(6): 3024-34. 
Lee, S. K. and R. Longnecker (1997). "The Epstein-Barr virus glycoprotein 110 carboxy-
terminal tail domain is essential for lytic virus replication." Journal of Virology 71(5): 
4092-7. 
Leuzinger, H., U. Ziegler, et al. (2005). "Herpes simplex virus 1 envelopment follows two 
diverse pathways." Journal of Virology 79: 13407-13059. 
McMillan, T. N. and D. C. Johnson (2001). "Cytoplasmic domain of herpes simplex virus gE 
causes accumulation in the trans-Golgi network, a site of virus envelopment and 
sorting of virions to cell junctions." Journal of Virology 75(4): 1928-40. 
Mettenleiter, T. C. (2004). "Budding events in herpesvirus morphogenesis." Virus Research 
106(2): 167-80. 
Oravcova, I., M. Kudelova, et al. (2000). "Characterization of glycoprotein C of HSZP strain 
of herpes simplex virus 1." Acta Virologica 44(2): 99-108. 
Palade, G. (1975). "Intracellular aspects of the process of protein synthesis." Science 
189(4200): 347-58. 
Pertel, P. E., P. G. Spear, et al. (1998). "Human herpesvirus-8 glycoprotein B interacts with 
Epstein-Barr virus (EBV) glycoprotein 110 but fails to complement the infectivity of 
EBV mutants." Virology 251(2): 402-13. 
Peters, C., T. L. Baars, et al. (2004). "Mutual control of membrane fission and fusion 
proteins.[see comment]." Cell 119(5): 667-78. 
Poliquin, L., G. Levine, et al. (1985). "Involvement of Golgi apparatus and a restructured 
nuclear envelope during biogenesis and transport of herpes simplex virus 
glycoproteins." Journal of Histochemistry & Cytochemistry 33(9): 875-83. 
Rajcani, J. and M. Kudelova (1998). "Glycoprotein K of herpes simplex virus: a 
transmembrane protein encoded by the UL53 gene which regulates membrane fusion." 
Virus Genes 18(1): 81-90. 
Reynolds, A. E., B. J. Ryckman, et al. (2001). "U(L)31 and U(L)34 proteins of herpes simplex 
virus type 1 form a complex that accumulates at the nuclear rim and is required for 
envelopment of nucleocapsids." Journal of Virology 75(18): 8803-17. 
Reynolds, A. E., E. G. Wills, et al. (2002). "Ultrastructural localization of the herpes simplex 
virus type 1 UL31, UL34, and US3 proteins suggests specific roles in primary 
envelopment and egress of nucleocapsids." Journal of Virology 76(17): 8939-52. 
Roizman, B. (2001). Herpes simplex viruses and their replication. Fields Virology. B. N. 
Fields, Knipe, D M, Howly. Philadelphia, Lipincott-Raven Publishers. 2: 2399-2460. 
Rychlowski, M., F. A. M. Rijsewijk, et al. (2001). "Tyrosine 467 in cytoplasmic tail of 
glycoprotein E of bovine herpesvirus 1 is essential for gE/gI intacellular trafficking." 
Proc. of 26th Int. Herpesvirus Workshop, 2001, abstr. 2.27. 
 29
Schraner, E. M., M. Engels, et al. (2004). "Shape and size of in situ cyo-fixed bovine 
herpesvirus type 1." Proc. o f 13th European Microscopy Congress, Antwerp, Belgium 
3: 101-102. 
Schwartz, J. and B. Roizman (1969). "Concerning the egress of herpes simplex virus from 
infected cells: electron and light microscope observations." Virology 38(1): 42-9. 
Shaw, A. M., L. Braun, et al. (2000). "A role for bovine herpesvirus 1 (BHV-1) glycoprotein 
E (gE) tyrosine phosphorylation in replication of BHV-1 wild-type virus but not BHV-
1 gE deletion mutant virus." Virology 268(1): 159-66. 
Stannard, L. M., S. Himmelhoch, et al. (1996). "Intra-nuclear localization of two envelope 
proteins, gB and gD, of herpes simplex virus." Archives of Virology 141(3-4): 505-24. 
Tirabassi, R. S., R. A. Townley, et al. (1997). "Characterization of pseudorabies virus mutants 
expressing carboxy-terminal truncations of gE: evidence for envelope incorporation, 
virulence, and neurotropism domains." Journal of Virology 71(9): 6455-64. 
Torrisi, M. R., C. Di Lazzaro, et al. (1992). "Herpes simplex virus envelopment and 
maturation studied by fracture label." Journal of Virology 66(1): 554-61. 
Tyborowska, J., K. Bienkowska-Szewczyk, et al. (2000). "The extracellular part of 
glycoprotein E of bovine herpesvirus 1 is sufficient for complex formation with 
glycoprotein I but not for cell-to-cell spread." Archives of Virology 145(2): 333-51. 
van Engelenburg, F. A., M. J. Kaashoek, et al. (1994). "A glycoprotein E deletion mutant of 
bovine herpesvirus 1 is avirulent in calves." Journal of General Virology 75(Pt 9): 
2311-8. 
Wang, Z. H., M. D. Gershon, et al. (2001). "Essential role played by the C-terminal domain of 
glycoprotein I in envelopment of varicella-zoster virus in the trans-Golgi network: 
Interactions of glycoproteins with tegument." Journal of Virology 75(1): 323-340. 
Wild, P., M. Engels, et al. (2005). "Impairment of nuclear pores in bovine herpesvirus 1 
infected MDBK cellst." Journal of Virology 79(2): 1071-1083. 
Wild, P., M. Engels, et al. (2005). "Impairment of nuclear pores in bovine herpesvirus 1-
infected MDBK cells." Journal of Virology 79(2): 1071-83. 
Wild, P., E. M. Schraner, et al. (2001). "Enhanced resolution of membranes in cultured cells 
by cryoimmobilization and freeze-substitution." Microscopy Research and Technique. 
Wild, P., E. M. Schraner, et al. (2002). "The significance of the Golgi complex in 
envelopment of bovine herpesvirus 1 (BHV-1) as revealed by cryobased electron 
microscopy." Micron 33(4): 327-37. 
Wisner, T., C. Brunetti, et al. (2000). "The extracellular domain of herpes simplex virus gE is 
sufficient for accumulation at cell junctions but not for cell-to-cell spread." Journal of 
Virology 74(5): 2278-87. 
Zhou, Z. H., D. H. Chen, et al. (1999). "Visualization of tegument-capsid interactions and 
DNA in intact herpes simplex virus type 1 virions." Journal of Virology 73(4): 3210-8. 
Zhu, Z., Y. Hao, et al. (1996). "Targeting of glycoprotein I (gE) of varicella-zoster virus to the 
trans-Golgi network by an AYRV sequence and an acidic amino acid-rich patch in the 





An dieser Stelle möchte ich mich ganz herzlich bei all jenen bedanken, die mir mit grosser 
Unterstützung zur Vollendung dieser Arbeit verhalfen. 
 
Insbesondere gilt mein Dank 
 
dem Referenten Herrn Prof. Dr. P. Wild für das interessante Thema und die geduldige und 
grosszügige Hilfe während meiner Dissertation, 
 
Herrn Prof. M. Ackermann für die Übernahme des Koreferates, 
 
Frau Prof. K. Bienkowska-Szewczyk (Danzig, Polen) für LAM gE-∆CT und LAM gE-
∆TMCT, 
Herrn Prof. F. Rijsewijk, (Leylstad, Niederlande) für BoHV-1 LAM ∆gE, 
Frau C. Senn für Jura rCS124, 
 
Frau E. M. Schraner für die grosse Hilfe während meiner Laborarbeiten und das kompetente 
Einführen in die Elektronenmikroskopie, 
 
Frau E. Högger-Manser für die Hilfe bei der Herstellung von Präparaten, 
 
Frau E. Loepfe für die Virenvermehrung und die Pflege der Zellkulturen, 
 
Frau J. Peter für die Erstellung der Abbildungen 1, 4, 8 und 9, 
 
Herrn M. Müller und seinen Mitarbeitern im Labor für Elektronenmikroskopie, ETH Zürich, 
für die Bereitstellung sämtlicher Geräte für die Kryofixation, 
 
und den Mitarbeitern am Virologischen Institut für die gastfreundliche Aufnahme. 
 
 








Name Alexandra Briner 
Geburtsdatum 18. November 1971 
Geburtsort Wettingen 
Nationalität Schweizerin 





1978 – 1983 Primarschule Windisch 
1983 – 1987 Bezirksschule Windisch 
1987 – 1989 Kantonsschule Baden, Typus C (Realabteilung) 
1989 – 1992 Kantonsschule Wettingen, Typus D (Neusprachliche Abteilung) 
1992 Maturität Typus D 
 
1993 – 1995 Studium der Veterinärmedizin an der Hochschule Zürich, Schweiz 
1995 – 1996 Studium der Veterinärmedizin an der École Nationale Vétérinaire de 
Maisons-Alfort, Paris, Frankreich 
1996 – 1998 Studium der Veterinärmedizin an der Hochschule Zürich, Schweiz 





1999 – 2004 Tierärztliche Laborleiterin der BSE-Diagnostikabteilung der Prionics AG, 
Zürich/Schlieren, Schweiz 
2004 – 2005 Dissertation bei Prof. Dr. P. Wild, Zürich  
2005 Stellenantritt als Assistentin in der Gross- und Kleintierpraxis               







Erstellt am 15. März 2006 
